A chemiluminescence method to analyze phosphatidylcholine-phospholipase activity in plasma membrane preparations and in intact cells.
We present a new method to analyze the hydrolysis of phosphatidylcholine by either phospholipase C (PLC) or phospholipase D. The method is nonradioactive, rapid, and very sensitive and is based on chemiluminescence. It relies on the peroxidase-catalyzed chemiluminescent oxidation of luminol by the H2O2 derived from choline oxidation. The enzyme activity can be quantified by calculation of produced choline in a standard curve. Data are accurate and reproducible in a large range of choline concentration. In fact, the response of PLC to GTP in plasma membranes was similar to the activity measured with radioactive methods of diacylglycerol or phosphatidylinositol triphosphate determination. The method can be applied to study the hydrolysis of phosphatidylcholine in plasma membrane preparations and in intact cells.